Chronic hepatitis B is a global health problem. The clinical outcomes of chronic hepatitis B infection include asymptomatic carrier state, chronic hepatitis (CH), liver cirrhosis (LC), and hepatocellular carcinoma (HCC). Because of the spontaneous error rate inherent to viral reverse transcriptase, the hepatitis B virus (HBV) genome evolves during the course of infection under the antiviral pressure of host immunity. The clinical significance of pre-S/S variants has become increasingly recognized in patients with chronic HBV infection. Pre-S/ S variants are often identified in hepatitis B carriers with CH, LC, and HCC, which suggests that these naturally occurring pre-S/S variants may contribute to the development of progressive liver damage and hepatocarcinogenesis. This paper reviews the function of the pre-S/S region along with recent findings related to the role of pre-S/S variants in liver diseases. According to the mutation type, five pre-S/S variants have been identified: pre-S deletion, pre-S point mutation, pre-S1 splice variant, C-terminus S point mutation, and pre-S/ S nonsense mutation. Their associations with HBV genotype and the possible pathogenesis of pre-S/S variants are discussed. Different pre-S/S variants cause liver diseases through different mechanisms. Most cause the intracellular retention of HBV envelope proteins and induction of endoplasmic reticulum stress, which results in liver diseases. Pre-S/S variants should be routinely determined in HBV carriers to help identify individuals who may be at a high risk of less favorable liver disease progression. Additional investigations are required to explore the molecular mechanisms of the pre-S/S variants involved in the pathogenesis of each stage of liver disease. Core tip: Naturally occurring hepatitis B virus (HBV) pre-S/S variants have been identified and associated with progressive liver diseases. In this review, the author discusses five pre-S/S variants: pre-S deletion, pre-S point mutation, pre-S1 splice variant, C-terminus S point mutation, and pre-S/S nonsense mutation. Their associations with HBV genotype and the possible pathogenesis of pre-S/S variants are also discussed. Different pre-S/S variants cause liver diseases through different mechanisms. Most cause the intracellular retention of HBV envelope proteins and induction of endoplasmic reticulum stress, resulting in liver diseases.
INTRODUCTION
Hepatitis B virus (HBV) infection, which causes acute and chronic liver diseases, is a global health concern. The majority of acute HBV infections are self-limited, whereas chronic HBV infection usually results in a lifelong course. Chronic HBV infection can result in numerous clinical conditions, including asymptomatic HBV carrier (ASC), chronic hepatitis (CH), liver cirrhosis (LC), and hepatocellular carcinoma (HCC) [1, 2] . More than 350 million people worldwide are estimated to have chronic HBV infection, and more than 25% of the chronically infected patients in Asia die because of HBVrelated chronic diseases. The outcomes of HBV infection vary, which is likely because of differences in the host and viral factors.
To date, 10 HBV genotypes, designated as genotypes A to J, have been identified based on a divergence of > 8% over the entire genomic sequence. These 10 HBV genotypes are distributed in specific geographical locations [3, 4] . Genotypes A (HBV/A) and D (HBV/D) are prevalent in Africa, Europe, and the Americas; genotypes B (HBV/B) and C (HBV/C) in Asia; genotype E (HBV/E) in sub-Saharan Africa; genotypes F and H in Southern and Central America; genotype G in France, Germany, and the United States; genotype I in Vietnam and Laos; and genotype J in Japan's Ryukyu islands. All genotypes can lead to progressive liver disease, but the clinical implications of each genotype differ. For example, patients infected by the HBV/C or HBV/D strain have a higher frequency of basal core promoter mutations, a lower response rate to interferon therapy, and a more rapid progression to liver fibrosis and HCC than those infected by the HBV/ B or HBV/A strain [3, 4] . In addition, carriers infected by HBV/C have a higher rate of pre-S deletions than those infected by HBV/B [5, 6] . Collectively, these data indicate pathogenic and therapeutic differences among the HBV genotypes [3, 4] . HBV is a small (42 nm) enveloped DNA virus, whose genome consists of partially double-stranded circular DNA that is 3182-3248 bp in length (varying with the genotype). Four genes -pre-S/S, precore (PC)/core (C), Pol, and X -encode seven polypeptides, including the structural proteins of the virion envelope and core, a small transcriptional transactivator, and a large polymerase protein with reverse transcriptase (RT) and RNase H (RH) activity ( Figure 1 ). The pre-S/S gene has three in-frame initiation codons and encodes the small (S) envelope proteins as well as the middle (M) and large (L) envelope proteins, which contain pre-S2 and pre-S (pre-S1 and pre-S2) sequences, respectively ( Figure 2A ). The PC/C gene has two inframe initiation codons and encodes the core antigen plus HBe protein, which is processed to produce soluble hepatitis B e antigen [1] . HBV replicates through the reverse transcription of an RNA intermediate, but because the RT lacks a proofreading function, errors in HBV DNA replication occur at a much higher rate than for other DNA viruses. The estimated rate of nucleotide substitution is approximately 1.4-3.2 × 10 -5 per site per year [7] . These naturally occurring mutants evolve during the course of infection under the antiviral pressure of the host immune system or exogenous factors, including immunization or specific therapy [8] . Such HBV mutants display alteration of epitopes vital to host immune recognition, enhanced virulence with increased replication of HBV, and resistance to antiviral therapies while facilitating cell attachment or penetration [9, 10] . These viral mutants, including basal core promoter, PC mutation, pre-S deletion, pre-S mutation, S mutants, and splice variants [5, 6, [11] [12] [13] [14] [15] [16] [17] [18] [19] [20] [21] [22] [23] [24] [25] [26] [27] , have been associated with an increased risk of liver diseases.
The clinical significance of these naturally occurring mutants has become increasingly recognized in patients with both acute and chronic HBV infections [8] [9] [10] 21, 26, 27] . In this article, the function of the pre-S/S region and recent findings related to the role of pre-S/S variants on 
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site for viral secretion (VS); and the site for polymerized human albumin (pHSA) (Figure 3 ) [28] [29] [30] [31] [32] [33] .The pre-S region also plays an essential role in the interaction with the immune responses because it contains both B-and T-cell epitopes ( Figure 3 ) [34] [35] [36] [37] [38] [39] . By contrast, the biological role of M protein in the viral life cycle has been controversial. In vitro studies have suggested that M protein is not essential for viral replication, virion morphogenesis, or infectivity. Huang et al [40] defined a novel regulatory role for M protein, which may undergo a proteolytic process to generate an MHBs au (aa 1-57 of M protein) species to upregulate the transcription of S promoter. In addition, the pre-S2 region of M protein binds to pHSA (aa [3] [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] [14] [15] [16] , but the significance of this binding is unknown [34] . The S proteins are required for virion morphogenesis and secretion, and they also contain both B-and T-cell epitopes [26, 41] . HBV envelope proteins are synthesized at the endoplasmic reticulum (ER). HBV envelope proteins have an unusual feature; they have multiple transmembrane domains that span the ER with loops of amino acids internal and external to the cytosol ( Figure  4A ) [41] . The S protein spans the ER membrane through four transmembrane domains (TM 1-4) that are linked by internal and external loops [41] . The loop of amino acids linking TM2 and TM3 is external to the ER and comprises aa 99-169. This loop is known as the "a" determinant (aa 122-148), and it is of vital virological and clinical significance as it is a major antigenic determinant of HBV. The transmembrane topology of liver diseases is discussed and reviewed.
THE BIOLOGICAL FUNCTION OF THE

PRE-S/S REGION
The pre-S/S gene has three open reading frames (ORFs) that encode three forms of hepatitis B surface antigen (HBsAg): the L, M, and S structural proteins of the viral envelope. However, these proteins are translated from different mRNAs: the L protein is translated from a long 2.4 kb pre-S1 RNA transcript, whereas the M and S proteins are translated from a slightly shorter 2.1 kb S RNA transcript (Figure 2A ). The S protein consists of 226 amino acids (aa). The M protein is an extension of the S protein, with an additional 55 aa (i.e., pre-S2 region). The L protein is an extension of the M protein, with an additional 108-119 aa depending on the genotype (i.e., pre-S1 region). The aa sequence present at the C termini of the L and M proteins is identical to the S protein and is referred to as the S region. The pre-S (pre-S1 and pre-S2) region of the L protein is crucial for viral replication. It contains several functional sites: the hepatocyte binding site, which is essential for the attachment of HBV to liver cells; the S promoter and the CCAAT binding factor binding site, which is essential for S RNA transcription; the heat-shock protein 70 (Hsc70) binding site and the cytosolic anchorage determinant (CAD), which are essential for the dual topology (T) of L proteins; the nucleocapsid binding site (NBS), which is essential for virion morphogenesis; the pre-S1(aa1-119) pre-S2 (aa120-174) pre-S1-S2 pre-S1 N-half:aa1-57 pre-S1 C-half:aa58-119 pre-S2: aa1-55 the M protein is identical to the S protein. By contrast, the L protein has two transmembrane topologies. On biogenesis, the CAD of the pre-S1 region interacts with the cognate heat-shock protein Hsc70, thereby preventing cotranslational pre-S translocation to remain the pre-S domain of L cytosolic [42, 43] . During maturation, approximately half of the L molecules posttranslationally translocate their pre-S region into the ER, thereby generating a dual topology ( Figure 4A ) [41] [42] [43] . The L protein serves its topological opposing functions in the virus life cycle by orientating the pre-S domain at both the cytosolic (i-Pre-S, inside the virus) and luminal (e-Pre-S, outside the virus) locations, i-Pre-S for capsid envelopment and e-Pre-S for receptor binding [41] .
ASSOCIATION BETWEEN HBV PRE-S/S VARIANTS AND LIVER DISEASES
Owing to the spontaneous error rate of viral reverse transcription, naturally occurring HBV mutants arise during the course of a patient's infection under the pressure of host immunity or specific therapy [8] . Recently, many investigations have reported that pre-S/S variants are associated with the development of liver diseases [5, 6, [11] [12] [13] [14] 26, 27] . Here, according to the mutation type, five pre-S/S variants-pre-S deletion, pre-S point mutation, pre-S1 splice variant, C-terminus S point mutation, and pre-S/S nonsense mutation-are reviewed. The pre-S region is the most variable sequence of the viral genome and changes with the genotype. The HBV genotype may influence the emergence of different pre-S variants; thus, it is also reviewed.
Pre-S deletion and genotype
Many studies have demonstrated that pre-S deletions are associated with progressive liver diseases [5, 6, [11] [12] [13] [14] 26, 27] . Pre-S deletion is frequently found at the C-terminal half (aa 58-119) of pre-S1 and the N-terminus (aa 1-23) of pre-S2. Most are in-frame deletions [6, [11] [12] [13] [14] 26, 27] . Mapping of the pre-S region has revealed that all deletion regions encompassed T-and B-cell epitopes, and most of them lost one or more functional sites, including the S promoter, T site, NBS, start codon of M, VS site, and pHSA site [6, 44] . Most reports have focused on the relationship between pre-S deletion and HCC and have indicated that pre-S2 deletion is associated with HCC development in adults [5, 6, [11] [12] [13] [14] 21, 26, 27, 44] . Two reports have revealed a high prevalence of HBV pre-S deletion mutation, with the mutation being recognized in 27 of 30 (90%) and 9 of 19 (47.4%) examined childhood cases of HCC [45, 46] . Pre-S2 deletion also occurred frequently (20/27, 74%; 8/9, 88.8%) [45, 46] . Other studies have reported a high rate of pre-S1 deletion in HBV/C-infected HCC cases [47, 48] . These differences might result from the prevalence of different genotypes (or subgenotypes) in different countries. Biswas et al [49] investigated the association of types of pre-S mutations with HBV genotypes from 25 cases and revealed that pre-S1 deletion (5/9, 55.56%) was common in HBV/D, pre-S2 start codon mutation (5/9, 55.56%) was frequent in HBV/A, and pre-S2 deletions (3/7, 42.85%) were frequent in HBV/C. Recently, we enrolled 43 HBV/B and 43 HBV/C-infected carriers with pre-S deletion to examine the prevalence of different pre-S deletions and their associations with HBV genotypes [50] . The results showed the frequencies of some types of pre-S deletion differed between the HBV/B and HBV/C groups, whereas the frequencies of other types of pre-S deletion were similar in both genotypes [50] . Sequence alignment analysis indicated that both genotypes possessed a high frequency of deletion in the C-terminus half of the pre-S1 region and N-terminus of the pre-S2 region (86.0% and 79.1% in the HBV/B group; 69.8% and 72.1% in the HBV/C group, respectively). Epitope mapping revealed that deletion in several epitope sites was frequent in both genotypes, particularly pS1-BT and pS2-B2. Conversely, the frequency of pS2-B1 deletion was significantly higher in the HBV/B group (72.1% vs 37.2%, P = 0.002), and the frequency of pS2-T deletion was significantly higher in the HBV/C group (48.8% vs 25.6%, P = 0.044). Functional mapping revealed that the frequency of deletion in three functional sites (NBS, the start codon of M, and VS site) located in the border between the pre-S1 and pre-S2 region (aa 103-127) was significantly higher in the HBV/B group (P < 0.05). One variety of N-terminus pre-S1 deletion mutation demonstrating deletion of the start codon of the L protein was frequently observed in the HBV/C group (20.9% vs 9.3%, P = 0.228). The correlation of different pre-S deletion with the HBV genotype was further examined according to different clinical outcomes. Significant differences were observed between the HBV/B-and HBV/C-infected patients with LC-HCC. Deletion in the N-terminus of the pre-S2 region -including two epitope sites (pS2-B1 and pS2-B2) and three functional sites (the start codon of M, VS, and pHSA) -was significantly more frequent in the HBV/B-infected LC-HCC patients (P < 0.05). In Asia, HBV/B and HBV/C commonly coexist. However, their distribution differs by country [3, 4] . Pre-S2 deletion has been associated with the development of HCC in Taiwan [27, 45, 51] . This finding may be due to HBV/B being more prevalent than HBV/C in Taiwan. HBV/C is predominant in Korea, where the N-terminus pre-S1 deletion mutant with deletion of the start codon of the L protein has been correlated with the development of HCC [47, 48] . These results indicate that the tendency of different pre-S deletion varies across HBV genotypes. Therefore, the difference in genotype (or subgenotype) prevalence in different countries may influence the pattern of pre-S deletion associated with HCC.
The association of specific types of pre-S deletion with CH and LC development remains unknown. Our studies have revealed that deletion in the C-terminal half of the pre-S1 region is frequent among CH and LC patients [25, 50] , which is in contrast to HCC patients, who demonstrated a significantly higher frequency of deletion in the pre-S2 region [11] [12] [13] [14] 26, 27, [44] [45] [46] . Functional mapping showed that deletion in the S promoter was significantly frequent in CH and LC patients compared with that in ASCs [25, 50] . The correlation among different pre-S deletion mutants with HBV genotypes in CH and LC patients was investigated, and deletion in the S promoter and the C-terminal half of pre-S1 was frequently observed in both genotypes [50] . In the CH patients, deletion in the pS1-BT and four functional sites (S promoter, Hsc70, CAD, and NBS), which are located in the C-terminal half of the pre-S1 region, was frequent in both genotypes. Conversely, deletion in the pHSA was more frequent in the HBV/B group than in the HBV/C group (88.9% vs 36.4%, P = 0.028). In the LC patients, no significant differences were observed between the HBV/B and HBV/C groups, except that deletion in the start codon of L was more frequent in the HBV/C group (42.9% vs 12.5%, P = 0.193) [50] . To understand the characteristics of these pre-S deletion mutants, five naturally occurring pre-S deletion mutants -namely one pre-S1 C-terminus half deletion mutant (dps1), two pre-S1/2 deletion mutants with deletion spanning pre-S1 and pre-S2 (dpS12a and dpS12b), and two pre-S2 deletion mutants (dpS2a and dpS2b) -were analyzed in vitro [52] . Functional analyses indicated that they could be divided into two groups: S promoter (dpS1 and dpS12a) and non-S promoter (dpS12b, dpS2a, and dpS2b) deletion mutants. Northern blot analysis revealed that S RNA could be transcribed in non-S-promoter deletion mutants and that the ratio of pre-S1 RNA to S RNA was similar to that in wild-type (WT) HBV transfected cells ( Figure  2) . Conversely, S promoter deletion mutants could not transcribe S RNA efficiently and had a higher level of pre-S1 RNA, causing an inverse ratio of pre-S1 RNA to S RNA (Figure 2) . Western blot and ELISA analyses indicated that intracellular accumulation of envelope proteins was present in all pre-S deletion mutant transfected cells, especially in the S promoter deletion mutant transfected cells. Immunofluorescence analysis revealed that the mutant L proteins, unlike the WT L proteins, exhibited granular staining in the S promoter deletion variants and a perinuclear staining pattern in the non-S-promoter deletion variants [52] ; other studies have reported similar findings [12, 26, 27, [53] [54] [55] [56] . Two types of ground glass hepatocytes (GGHs) have been defined and associated with liver diseases in chronic HBV infection [27] . These GGHs contain pre-S deletion mutants that are accumulated in the ER and induce ER stress. Type I GGHs that harbor pre-S1 deletion variants display a globular or inclusion-like immunostaining pattern of HBsAg and are typical of the high viral-replicative phase of chronic HBV infection. Type Ⅱ GGHs that harbor pre-S2 deletion variants with or without point mutations at the start codon of M proteins demonstrate marginal staining patterns of HBsAg, are distributed in large clusters because of their higher proliferative activity, and are characteristic of the advanced stages of chronic liver diseases [27] . Pre-S deletion mutants have been observed to induce the ER stress response, leading to the enhanced expression of vascular endothelial growth factor-A and the activation of Akt/mammalian target of rapamycin signaling in GGHs [57] . In addition, pre-S2 deletion mutants may elicit the aberrant cyclin A expression and centrosome overduplication through ER stress induction and result in cell cycle progression, cell proliferation, and anchorage-independent growth [58] [59] [60] . In addition to the induction of ER stress signals, pre-S2 deletion L proteins may directly interact with the Jun activation domain-binding protein 1, thus triggering cyclin-dependent kinase inhibitor p27 degradation, retinoblastoma hyperphosphorylation, and cell cycle progression [61] . These studies all suggest that pre-S deletion mutants may cause the intracellular retention of HBV envelope proteins, resulting in liver diseases.
Pre-S point mutant and genotype
The pathogenic role of pre-S point mutation has been the subject of fewer studies. Chen et al [62] reported that, compared with control patients, patients with HCC had higher frequencies of pre-S deletions and amino acid substitutions at codon 4 (W4P/R), 7 (K7T/N), and 81 (A81T) in the pre-S1 regions; and at the start codon (M1V/I/A) in the pre-S2 regions. By contrast, patients had a lower frequency of amino acid substitution at codon2 (Q2K/R) in the pre-S2 regions compared with control patients. The correlation between different pre-S point mutation with HBV genotype was further examined; compared with patients with HBV/B infection, patients with HBV/C infection were found to have higher frequencies of amino acid substitutions at codon 4 (17 of 79 vs 0 of 159; P < 0.001), codon 7 (14 of 79 vs 3 of 159; P < 0.001), and codon 81 (16 of 79 vs 2 of 159; P < 0.001) in pre-S1 genes [62] . Zhang et al [44] also reported that compared with the HCC-free group, higher frequencies of pre-S deletions and point mutations at 11 codons -4, 27, 51, 54, 60, 62, 100, 125, 137, 166, and 167 -were observed in the HCC group (P < 0.05) with either HBV/B or HBV/ C. Multiple logistic regression analysis revealed that pre-S deletions and point mutations at codon 51 and 167 were independent factors associated with HCC. Longitudinal observation indicated that pre-S deletions and the majority of the 11 HCC-associated pre-S point mutations existed at least 10 years before HCC development, and they were more prevalent preceding HCC development in patients from the HCC groups than the HCC-free group [44] . Five amino acid sites (codon 27, 35, 54, 137, and 167) that were under positive selection pressure were identified in the HBV/C sequences, whereas no positive selection codon was detected for HBV/B [44] . Zhang et al [63] later used deep sequencing to examine the dynamics of HBV quasi-species and their relationship to HCC development. In total, 32 chronic hepatitis B (CHB) patients with HCC (HCC group) and 32 matched controls were recruited [63] . HCC patients were found to have a higher intrapatient prevalence of pre-S deletions and point mutations at codons 4, 27, and 167 compared with the control patients (all P < 0.05). Longitudinal observation in the sera of 14 HCC patients determined that quasi-species complexity (P = 0.027 and 0.024 at the nucleotide level and the amino acid level, respectively) and diversity (P = 0.035 and 0.031 at the nucleotide level and the amino acid level, respectively) increased as the disease progressed to HCC [63] . Another study in patients with either HBV/B or HBV/C indicated that point mutation C2964A, A2962G, and C3116T in the pre-S1 region; C7A and T53C in the pre-S2 region; and pre-S2 start codon mutation are associated with an increased risk of HCC, and a novel mutation C105T in the pre-S2 region is inversely associated with the risk of HCC [64] . Functional studies investigating pre-S point mutants have been conducted. Mun et al [65] demonstrated that amino acid substitution F141L in the pre-S2 region increases the risk of HCC in HBV/C-infected subjects. An in vitro study demonstrated that F141L-LHBs can induce cell cycle progression by down-regulating the p53 and p21 pathways and upregulating cyclin-dependent kinase 4 and cyclin A. In a colony-forming assay, the colony-forming frequencies in cell lines expressing F141L-LHBs were approximately twice as high as those of the WTs [65] . This suggests that F141L-LHBs may have a vital role in the pathogenesis of HCC by inducing cell proliferation and transformation [65] . Zhang et al [63] proposed that these pre-S point mutants may cause imbalanced envelope protein production and intracellular retention of HBsAg, leading to ER stress and tumorigenesis. These studies were conducted in patients infected with HBV/B or HBV/C. Additional studies are required to evaluate whether these mutations exist in other HBV genotypes and whether the conclusions of previous studies are valid.
Pre-S1 splice variant and genotype
RNA splice donor and acceptor sites can be detected throughout the HBV genome. Thus, RNA splicing can occur and involve deletions of nucleotides at specific sites. To date, 14 types of spliced HBV genomes have been identified and isolated from the sera and liver tissues of HBV-infected patients [23, 24, 66, 67] . Different . These variants can be reverse transcribed and packaged with the help of WT virus to provide the necessary proteins [68, 69] . Several studies have reported that spliced HBV variants enhance WT virus replication in patients with CH; these variants have been associated with advanced liver disease [23, 24] . The most frequently detected splice variant, SP1, can encode a novel protein -the hepatitis B spliced protein -which has been associated with viral replication and liver fibrosis [24] and may induce cell apoptosis [70] . To investigate the mechanism of the generation of pre-S deletion-that is, whether these pre-S deletion mutants are generated through RNA splicing or sporadic events-the splice donor and acceptor sites of the pre-S region have been searched, and only one type of pre-S1 deletion mutant was determined to have splice donor (nt 3018) and acceptor (nt 3202)(the nucleotide positions are based on HBV/B and HBV/C) site-specific sequences at the deletion boundaries. This suggests that these pre-S1 deletion mutants (spPS1) were derived from spliced pgRNA ( Figure 2B ) [25] . The splice donor site was at the existing position 3018 (nucleotide position 2985 based on HBV/D), whereas the splice acceptor site at position 3202 (nucleotide position 3169 based on HBV/D) was new (Table 1 ). Splice mapping revealed that the splice donor and splice acceptor residues critical for spPS1 were conserved across HBV genotypes A-H (Table 1) . This phenomenon explains why this splice variant is frequently found during persistent viral infection [25, 53, [71] [72] [73] [74] [75] [76] . The molecular characteristics of the novel splice variant spPS1 are mostly unknown. The splicing event of spPS1 results in a 183-nucleotide deletion in the C-terminal half of the pre-S1 region, complete deletion of two functional sites (the S promoter and site for dual topology), partial deletion of the NBS, and generation of a spliced L protein (spL, deletion of 61 amino acids, aa 58-118) ( Figure 2B ). S promoter deletion should lead to a reduction in S RNAs (consequently resulting in a low level or absence of M and S proteins) and an increase in pre-S1 RNAs (consequently resulting in relative overexpression of the spL surface protein). The removal of sites for dual topology and nucleocapsid binding in the spPS1 variant leads to uniform (e-Pre-S) conformation of spL proteins ( Figure 4B ) and decreased secretion of HBsAg and viral particles. Our in vitro study revealed that spPS1 (previously named dpS1) has a defect in S RNA transcription and secretion of envelope proteins [52] . Other studies have also demonstrated that spPS1 possesses a defect in secretion of envelope proteins, viral packaging, and subsequent virion secretion [53, 71, 72] . Western blot analysis showed that intracellular spL proteins exhibited a heterogeneous pattern, and additional spL proteins with a higher molecular weight were detected [52] . Immunofluorescence staining revealed that spL proteins were accumulated within the ER and displayed a granular staining pattern [52] . The clinical significance of the spPS1variant remains largely unknown. This variant has been found in an occult HBV-infected child [73] and numerous chronically HBV-infected patients worldwide, and it has frequently been found in the sera of individuals with CH and cirrhosis [53, 71, 72, [74] [75] [76] . Clinical follow-up studies conducted over a period of 10-14 years indicate that after this variant occurs, acute exacerbation of CHB occurs, which is followed by the development of liver fibrosis [71, 72] . A study demonstrated that the prevalence of spPS1 was higher in CH patients (7 of 55, 12.7% vs 1 of 55, 1.8%; P = 0.06) and LC patients (8 of 55, 14.5% vs 1 of 55, 1.8%; P = 0.032) than in ASCs [25] . Logistic regression analysis revealed that spPS1 variants were highly related to CH (P = 0.058) and significantly related to LC (P = 0.040). Thus, these clinical studies strongly suggest that the spPS1 variant could cause acute exacerbation of CHB, liver inflammation, and fibrosis.
C-terminus S mutant and genotype
The C-terminus S domain (aa 179-226) is hydrophobic and assumed to be inserted in the ER membrane ( Figure 4A ). This domain is involved in mediating the transit of envelope glycoproteins across the endoplasmic reticulum [77] . Mutations in this domain can result in a stable, glycosylated, but nonsecreted chain, thus affecting the biogenesis and secretion of subviral particles [77] . Two C-terminus S mutations were found and significantly correlated with HCC: P203Q (4/23, 17.4% in HCC vs 1/105, 1.0 in non-HCC, P = 0.004); S210R (8/23, 34 .8% in HCC vs 4/105, 3.8% in non-HCC, P < 0.001); P203Q + S210R (4/23, 17.4% in HCC vs 0/110, 0 in non-HCC, P = 0.001) [78] .
In vitro experiments revealed that P203Q, S210R, and P203Q+S210R significantly reduced the ratio of secreted and intracellular HBsAg compared with WT at each time point analyzed (P < 0.05); P203Q and P203Q+S210R increased the percentage of cells in S-phase compared with WT (P203Q: 26% ± 13%; P203Q+S210R: 29% ± 14%; WT: 18% ± 9%, P < 0.01); S210R increased the percentage of cells in the G2/M-phase (33% ± 6% for S210R vs 26% ± 8% for WT, P < 0.001) [78] . These results show that these two C-terminus S mutations, P203Q and S210R, hamper HBsAg secretion and are associated with increased cellular proliferation, supporting their involvement in HCC development. This study was conducted in patients infected with HBV/D or HBV/A. Additional studies are required to evaluate whether these mutations exist in other HBV genotypes and whether the conclusions of previous studies are valid.
Pre-S/S nonsense mutation
Pre-S nonsense mutations were also found in patients with progressive liver diseases [6] ; the pathogenic impacts of these naturally occurring mutants remain unknown. Such pre-S nonsense mutations result in the occurrence of pre-S stop codon mutants and the synthesis of C terminally truncated M (MHBs result in an increased hepatocyte proliferation rate [79] [80] [81] . Results from experiments conducted on transgenic mice and hepatoma cell cultures have revealed that MHBs t proteins retained in the ER can trigger a PKC dependent activation of the c-Raf-1/Erk2 signaling cascade, which leads to the induction of AP-1 and nuclear factor-kappa B (NF-κB) transcription factors as well as to enhanced proliferative activity of hepatocytes [82, 83] . By contrast, Yeh et al [18] demonstrated that five patients who carried stop codons (nonsense mutation) in the pre-S region had a more favorable disease-free prognosis following multivariate analysis. S nonsense mutations can arise as result of mutations in the P ORF that are generally caused by exposure to antivirals, a phenomenon commonly called antiviral drug-associated S gene mutations [84] [85] [86] [87] . These mutations can cause the occurrence of S stop codon mutants and the synthesis of C terminally truncated L, M, and S proteins. For example, the HBV mutation that encodes rtA181T is selected in the viral polymerase during antiviral drug therapy and can also encode a stop codon in the overlapping S gene at amino acid 172 (sW172*), resulting in truncation of the last 55 amino acids of the C-terminal hydrophobic region of the S domain. In vitro study revealed that the sW172* variant had a secretory defect and exerted a dominant negative effect on WT HBV virion secretion [85] . In addition, sW172* transgenic mice developed HCC in an in vivo study [86] . Other S nonsense mutants such as sC69*, sL95*, sW182*, and sL216* were identified in HCC tumors [87, 88] . Functional studies of sL95*, sW182*, and sL216* demonstrated that they had higher cell proliferation activities and transformation abilities than WT S, especially sW182* [87] . The sW182* mutant in HBV/C was also shown to be associated with liver cirrhosis [89] .
Possible pathogenesis of pre-S/S variants
On the basis of the previous studies investigating pre-S/ S variants, a model to explain the occurrences of the pre-S/S variants and the possible role of these mutants in progressive liver diseases is proposed ( Figure 5 ). After persistent HBV infection, under the pressure of immune responses and antiviral drugs, immune epitope deletion and mutation occur along with drug-resistant mutants. Different pre-S deletion and pre-S/S mutants use different routes to cause liver diseases. Most cause the intracellular retention of HBV envelope proteins and induction of ER stress, resulting in liver diseases. Based on the region mutated, at least six pre-S/S variants occurred. Type Ⅰ -pre-S deletion in the N-terminal pre-S1 region causes deletion of the start codon of L proteins. In vitro study demonstrated that the L-start codon deletion mutant resulted in the absence of L proteins and increased levels of intracellular viral mRNA and extracellular HBsAg [56] . The accumulated intracellular viral mRNA might activate the intracellular toll-like receptors, leading to the subsequent activation of NF-κB pathways, chronic inflammation, and carcinogenesis [56] . Type Ⅱ -pre-S deletion in the C-terminal half of the pre-S1 region can be separated into two groups characterized by S promoter: (Ⅱ-a) S promoter deletion variants and (Ⅱ-b) non-S promoter deletion variants ( Figure 2B ). (Ⅱ-a) The S promoter deletion variants that cannot transcribe S RNA efficiently result in no synthesis or reduction of the M and S proteins. Because the L protein cannot be secreted from cells efficiently when expressed by itself, it must complex with the S and M proteins to form subviral particles or mature virions, bud from intracellular post-ER pre-Golgi membranes, and be released from the cell through secretion [41] . A low level or absence of M and S proteins results in the accumulation of mutant L proteins in the ER. In vitro studies have revealed severe intracellular retention of mutant L proteins in S promoter deletion variant transfected cells [52] [53] [54] [55] . (Ⅱ-b) The non-S promoter deletion variants can transcribe S RNA efficiently and synthesize the M and S proteins ( Figure 2B ), but the mutant L proteins may delete the T site to maintain a e-Pre-S form ( Figure 4B , Topology variant) or delete the NBS site ( Figure 4B , Nucleocapsid variant), leading to inefficient assembly of the nucleocapsid, viral immaturities, and mild intracellular retention [52] . Type Ⅲ -N-terminus pre-S2 deletion mutants can also be separated into two groups by the start codon of the M protein: (Ⅲ-a) non-M start codon deletion variants; (Ⅲ-b) M start codon deletion variants. (Ⅲ -a) non-M start codon variants with internal deletion of M proteins but the mutant L proteins may lose the NBS or VS site, resulting in viral immaturities, and slight intracellular retention [52, 90] . (Ⅲ-b) The M start codon deletion variants with no M proteins change the ratio of mutant L, M, and S proteins, and lead to intracellular retention of mutant L proteins [52] . Because the M start codon is located in the NBS and VS sites, these variants may produce mutant L proteins such as the nucleocapsid variant that cannot assemble the nucleocapsid efficiently, leading to viral immaturities and slight intracellular retention of HBsAg [52] . Type Ⅳ -spPS1 variants are generated through RNA splicing of HBV pregenomic RNA. The splicing event results in a 183-nucleotide deletion in the C-terminal half of the pre-S1 region, complete deletion of two functional sites (the S promoter and T sites), partial deletion of the NBS site, and generation of spL ( Figures  2B and 4B ). S promoter deletion leads to absence of M and S proteins and severe intracellular retention of spL proteins [52] . T-site deletion results in uniform conformation of spL proteins ( Figure 4B ) and loss of i-Pre-S form for capsid envelopment, which causes viral immaturities and intracellular retention of spL proteins.
Type Ⅴ-C-terminus S mutants influence protein folding in the ER membrane, thus impairing HBsAg release, resulting in its accumulation in specific intracellular compartments (presumably represented by the ER and Golgi apparatus) and in turn contributing to cell proliferation [78] . An in vitro study revealed that C-terminus S mutants can also activate the proliferation control [78] . Type Ⅵ -pre-S/S nonsense mutations can be separated into two groups: (Ⅵ-a) Pre-S nonsense mutation and (Ⅵ-b) S nonsense mutation. (Ⅵ-a) Pre-S nonsense mutations can create C' truncated L and M proteins, leading to transactivation of proliferation control and causing liver diseases [79] [80] [81] . (Ⅵ-b) S nonsense mutation can create C' truncated L, M, and S proteins. In vitro study revealed that a stop codon in the C-terminal hydrophobic region of the S region results in truncated envelope proteins that are less glycosylated
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N-terminus pre-S2 S promoter and are defective in secretion of viral particles, causing intracellular retention of envelope proteins and liver diseases [85] . In vitro and in vivo studies have also demonstrated that these S stop codon mutants have higher cell proliferation activity [86, 87] .
CONCLUSION
Naturally occurring pre-S/S variants are frequently found in chronically HBV-infected patients and have been identified as influencing liver disease progression. From a review of relevant studies, pre-S/S variants should be routinely determined in HBV carriers to help identify those who may be at a higher risk of a less favorable liver disease progression. In the future, further studies are required exploring the molecular mechanisms of the pre-S/S variants involved in the pathogenesis of each stage of liver disease.
